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Supplementary Figure S1. The original gel photo used to create Fig. 1 Panel B. Molecular-weight
size markers for GeneRuler Ultra Low Range DNA Ladder (left) and for GeneRuler Low Range DNA

Ladder (right) are annotated. The image was cropped, and rotated to the left to produce the picture in
Fig. 1.

1 5,000 10,000 15,000 20,000 25,000 30,000 35,000 40,000 45,000 50,000 55,000

E D o sethonthatiiatitl b gl gy 4 | o

10000

""Illllmni

60,000 65,000 70,000 75,000 80,000 85,000 90,000 95,000 100,000 105,000 110,000 115,000
10000
1000
100
10
o ' [~ . .
& v—'v—1r 1'_'- — ‘y—ﬁ—r—' ﬁ —
100
1000
10000
el o > e
mass s - v
- - - -
= =
—
————
—
——
—
_

e
2 3
e
—
-
-_—
[ —
——
—
-
-_—
-
—
—
-_—
—
-
-—
=
—
s
—
—
—_—
—
-—
—
-—
—
——
—_—
[
=—
[e—



120,000 125000 130,000

10000
1000
100

135,000 140,000 145,000 150,000 155,000 160,000

165,000 170,000
10
o " — 4
10
1000
10000

e [y v

ULso.s  ULS3

I

!

|u
1

|

|

175,000 180,000 185,000 190,000 195,000 200,000 205,000 210,000
10000
1000

215,000 220,000 225,000 232,608
100

L T T e e

RLie  miss  RLs  ma usa _usa usy ysa us11 usis
vl ke il @ o e S—ave i do als d
LSl Rz b—fRLa ALY LB st el U%s B-Ut3 o
. ule o Jsie

e RLBA

3

[

= =

—_— -
-

g
il |

" ﬂ“n :

uL1s7

=
ulita

—

- -
= -
< —
— —
— —
————
<r——
<—
-
—

i

Supplementary Figure S2. Transcriptional landscape of the HCMV. (continued from the previous
page) The figure presents the coverage and the annotated transcripts on the genome in four blocks. The
coverage histogram (above) is drawn on a logarithmic scale, where the orange bars represent coverage
on the plus strand and dark green bars represent coverage on the minus strand. The coverage values of
oriented reads from the random and poly(A)* libraries are summed. The annotated transcripts are
located below the coverage chart. The previously described transcripts that were not detected by our
RNA-sequencing are grey, while the previously described transcripts that our experiments have

confirmed have been depicted in light blue, and novel transcript isoforms have been labelled with dark
blue. Between the transcripts, canonical ORFs are indicated with purple.
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Supplementary Figure S3. Different polyadenylation signals lead to different read ending
distribution around TESs. The scatter plot shows the frequency of reads ending in the vicinity of a
TES depending on the sequence of the polyadenylation signal. Error bars represent standard errors.
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Supplementary Figure S4.
The annotated transcripts
and translationally active
ORFs. The transcripts
identified by our sequencing
experiments (blue) and the
ORFs with a significant
ribosome footprint as described
by Stern-Ginossar et al’
(orange) are depicted on the
genome map of HCMV strain
Merlin (NC_006273). In the
middle, canonical ORFs are
indicated with purple.
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Supplementary Figure S5. Schematic representation of the genomic regions containing the novel
transcripts. The HCMV genome is situated in the middle with brown, pink and green rectangles marking
the repeat sequences a, b, and c, respectively. The genomic regions containing the novel transcripts are
magnified. Canonical ORFs (thick, black arrows) are displayed above the identified transcripts (thin
arrows). Novel transcripts are depicted as red. The boxplot shows the nucleotide conservation of the two
(not canonical) ORFs found in the transcript RS2 (thick, red arrows). The whiskers represent the range of
the data.

Supplementary Dataset S1. Genomic regions that produce artificially 3’-truncated transcripts.
Polyadenylated reads terminated at the listed genomic positions, which contain stretches of 3 or more (A)s
and therefore they are likely to be false TESs. Coordinates are referenced according to the LT907985
HCMYV Towne genome.

Supplementary Dataset S2. Transcriptional end sites. Annotated TESs and the numbers of reads
confirming these are listed along with the corresponding polyadenylation signals. Polyadenylation signals
were predicted in the genomic sequences 1-50 nt upstream of the TESs. TESs that belonged to an
annotated transcript carries their respective names, whereas TESs without corresponding transcripts have
been numbered. Coordinates are referenced according to the LT907985 HCMV Towne genome.

Supplementary Dataset S3. Transcriptional start sites. Annotated TSSs and the numbers of reads
confirming them are listed along with their distance from the nearest TATA boxes (if applicable). TATA
boxes were predicted in the genomic sequences 1-50 nt upstream of the TSSs. TSSs that had belonged to
an annotated transcript, carry its name, whereas TSSs without a corresponding transcript numbered.
Coordinates are referenced according to the LT907985 HCMV Towne genome.

Supplementary Dataset S4. Deletions breaking the GT/AG rule. The genomic positions of intron-like
deletions that did not adhere to the GT/AG rule are listed along with the nucleotide sequences of the donor
and acceptor sites. All of these deletions contained 3-6-nt-long repeat sequences (occurring upstream of
the donor and downstream of the acceptor sites or downstream of the donor and upstream of the acceptor
sites). Coordinates are referenced according to the LT907985 HCMV Towne genome.



Supplementary Dataset S5. Splice junctions. Annotated splice junctions are listed, as well as repeat
sequences that may serve as catalysts for template switching. The numbers of reads confirming a given
splice site are given for the random and the poly(A) selected libraries as well. Reference numbers for
known splice junctions indicate publications where they have been described. Coordinates are referenced
according to the LT907985 HCMYV Towne genome.

Supplementary Dataset S6. HCMV transcripts and transcript isoforms. Transcript locations are
given in GenBank format to include not only TSSs and TESs but also strand and intronic data. The
number of reads that contained all features of a transcript isoform (TSS, TES and all splice junctions) are
also included along with a relative abundance expressed in percentage compared to the total number of
annotated reads. In the case of splice isoforms where this number is O, the splicing patterns were
determined by reads that never reached both the TSS and the TES at the same time. Reference numbers
for known transcripts indicate publications where they have been described. Coordinates are referenced
according to the LT907985 HCMYV Towne genome.

Supplementary Dataset S7. Primers used in the study. The table lists the primer sequences used for
the confirmation of the genomic rearrangement and for the RT-gPCR analyses.
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